Bioassay-guided fractionation, based on antiinflammatory activity of the methanolic extractives of Teramnus labialis led to the isolation and characterization of vitexin, bergenin, daidzin and 3-O-methyl-D-chiro-inositol as active constituents. Vitexin exhibited a dose-dependent inhibitory activity on 5-lipoxygenase enzyme. The isolated constituents were also screened for their antioxidant activity by nitroblue tetrazolium (NBT) riboflavin photo reduction method. Vitexin exhibited moderate antioxidant activity. This is the first reported occurrence of vitexin, bergenin, daidzin and 3-O-methyl-D-chiro-inositol in T. labialis. E-mail: subbarajugottumukkala@hotmail.com Teramnus labialis Spreng (Family: Fabaceae) is a herb, commonly known as mashaparni (Sanskrit) and mashavan (Hindi), and a well-known medicinal plant in the Ayurvedic system of medicine. It has been reported to be useful in treating rheumatism, tuberculosis, nerve disorders, paralysis and catarrhs [1] [2] [3] . Phytochemical investigation on the seeds of T. labialis yielded a watersoluble gallactomannan 4 . Bioassay-guided fractionation, based on anti-hyperglycaemic activity of aqueous alcoholic extract of T. labialis, yielded fraxidin as the major active constituent 5 . In view of the reported use of T. labialis in rheumatism, we have evaluated the antiinflammatory activity of T. labialis, and we report in this paper the isolation and characterization of the active constituents.
Teramnus labialis Spreng (Family: Fabaceae) is a herb, commonly known as mashaparni (Sanskrit) and mashavan (Hindi), and a well-known medicinal plant in the Ayurvedic system of medicine. It has been reported to be useful in treating rheumatism, tuberculosis, nerve disorders, paralysis and catarrhs [1] [2] [3] . Phytochemical investigation on the seeds of T. labialis yielded a watersoluble gallactomannan 4 . Bioassay-guided fractionation, based on anti-hyperglycaemic activity of aqueous alcoholic extract of T. labialis, yielded fraxidin as the major active constituent 5 . In view of the reported use of T. labialis in rheumatism, we have evaluated the antiinflammatory activity of T. labialis, and we report in this paper the isolation and characterization of the active constituents.
The aerial parts of T. labialis were collected from the Tirumala Hills of Chittoor district, Andhra Pradesh, and were authenticated at the Department of Botany, S. V. University, Tirupati. The aerial parts were shade-dried and powdered. The powdered material was extracted, successively, with hexane, ethyl acetate and methanol. The extracts were concentrated under reduced pressure.
The extracts were subjected to antiinflammatory activity by carrageenin-induced rat paw oedema model of winter et al. 6 . Wistar rats of either sex weighing between 180 and 220 g were procured from NIN, Hyderabad. The rats were divided into five groups, each group consisting of six animals. One group served as negative control (received 1% Tween-80, 10 ml/kg); second group served as positive control (received 25 mg/kg, diclofenac sodium suspended in 1% Tween-80); third, fourth and fifth groups received 250 mg/kg of hexane, ethyl acetate and Table 1 .
The methanol extract, which showed potent antiinflammatory activity, was further fractionated to isolate the active constituents . The presence of a glucose residue at C-7 of the isoflavonoid was supported by the HMBC correlations between C-7 and H-1". The above physical and spectral data have been found to be identical with those reported for daidzin 10, 11 (2). 14 . The HMBC spectrum showed correlations between methoxyl group (δ 3.53, s) and an oxygenated carbon (δ 83.1, C-3); proton signal (δ 3.27, t, J=9.7 Hz, H-3) and methoxyl carbon (δ 60.1).These correlations and coupling constants indicated the presence of an equatorial methoxyl group in the inositol 14 . The above physical and spectral data of the compound-D have been found to corroborate well with those reported for 3-O-methyl-Dchiro inositol [14] [15] (4) (Fig. 1) .
The compounds, vitexin, bergenin, daidzin and 3-Omethyl-D-chiro-inositol were screened for 5-lipoxygenase inhibitory activity using colorimetric method of Gay et al. 16 . The assay mixture contained 50 mM phosphate buffer (pH 6.3), 5-lipoxygenase, various concentrations of test substances and linoleic acid (80 mM) in a total volume of 0.5 ml. After 5 min incubation of above reaction mixture, 0.5 ml ferric-xylenol orange reagent (in perchloric acid) was added and OD was measured after 2 min at 585 nm using a spectrophotometer. Controls were run along with test in a similar manner except using vehicle instead of test substance solution. Percent inhibition was calculated by comparing absorbance of test with that of control. Vitexin exhibited a dose-dependent inhibitory activity on 5-lipoxygenase enzyme (percent inhibition:dose in µM, 12.16:500; 22.2:1000; 36.49:2000; 64.48:3000). Daidzin, bergenin and 3-O-methyl-D-chiro inositol did not exhibit any activity even at 1000 µM dose.
Vitexin, bergenin, daidzin and 3-O-methyl-D-chiro-inositol were also screened for their antioxidant activity by the nitroblue tetrazolium (NBT) riboflavin photo-reduction method 17 . The reaction mixture comprises of EDTA (6 µM) containing 3 µg NaCN, riboflavin (2 µM), NBT (50 µM), various concentrations of the test substances and phosphate buffer (58 mM, pH 7.8) in a final volume of 3 ml. The tubes were uniformly illuminated with an incandescent lamp for 15 min, and the optical density was measured at 560 nm before and after illumination. Table 2 .
The present investigation reveals that the methanol extract of T. labialis possess strong antiinflammatory activity. The isolation and characterization of vitexin, bergenin and daidzin, the known antiinflammatory compounds, from the methanolic extractives of T. labialis, substantiates the traditional use of T. labialis in treating rheumatism. It showed further that the vitexin may be exhibiting antiinflammatory activity by inhibiting 5-lipoxygenase pathway. This is the first report on identification of vitexin, bergenin, daidzin and 3-O-methyl-D-chiro-inositol in the extracts of T. labialis. 
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